m 



ATATTGCTCACCTCACCCACTGACGGCCCCACATTTGACACACTCACCCCCAACAAGAGC 60 

CATCCCTCCTCCACCACCTCCAAGCTCCAACAACAACAACATCCCACCGACCAAAATCTG 120 

CTGCACACCCCTCTGTCCCTTCCTCTCCCTTTCGTCCTATCTCTCTTATCTTCAACCACT 180 

— H — a — £ — L C R C L « L H 3 X L 3 Y V O ft V 22 

CCCTATCCAGAAACTCCACGATCACACCAAAACCCTCATCAAGACCATTGTCACCAGCAT 24 0 

P1QKVQDDTKTLIKTIVTRI 42 

CAATCACATTTCAC ACACCCACTCCCT ATCCGCCAACCAG ACCCTCACTCCCTTCCACTT 300 

N D I S H T Q 3VSAICQRVTCLDF 62 

CATTCCTGGGCTTCACCCCATTCTGAGTTTGTCCAACATGCACCAGACTCTGGCAGTCTA 360 
I PGLHP I L S L S K M D Q T LAV '. Y/ ' \ ; 82 .- 

TCAACACGTCCTCACCACCCTGCCTTCCCAAAATGTCCTCCACATAGCCAATGACCTCGA 420 

OQVLTS LP3QHVLQ XAKDLB 102 

CAATCTCCCACACCTCCTCCATCTCCTCGCCTTCTCCAACACCTCCTCCCTCCCTCAGAC 480 

N L ft D L L H L L A F 3 K5 C S LP Q T 122 

CACTGCCCTCCAGAACCCACACACCCTCGATGGCGTCCTCCAACCCTCACTCTACTCCAC 54 0 

5 G LQKP e s LDG V LE A 5 L Y S T 142 

AGAGGTGGTCCCTTTGACCACGCTGCAGGCCTCTCTGCAGGACATTCTTCAACAGTTGGA 600 

EVVALSRLQGSLQDIL QQLD 162 

TGTTAGCCCTGAATGCTGAACTTTCAAACGCCACCAGCCTCCCAACAATCATCTACAGGG 660 

V S P E C • 167 

AACAAACCTTCCCTTCCACCGGTCTTCAGGAGAAGAGAGCCATCTGCACACATCCATCAT 72 0 

TCATTTCTCTCCCTCCTGTAGACCACCCATCCAAACGCATGACTCCACAATCCTTGACTC 7 80 

AAGTTATCCACACAACTTCATCACCACAACCAGCGCCCAGCCTCCACAGGGGACTCTCAC 840 

CTAGTTCTTCACCAAGTAGACATAACACCCATCCCATCCCCTCCATGTCCCACCTGCTCC 90 0 

GGGTACATGTTCCTCCGTGCCTACACGCTTCCCTCCCGCCCACGAGAGCTGACGTACGGA 960 

TGGGTAGACCCTTTCGGCTGTCTCAGAGTCTTTCCGACCACCGTGAACGCTGCATCCACA 1020 

CACAGCTGCAAACTCCCAAGCAGCACACGATCGAAGCACTTATTTATTTATTCTCCATTC 1080 

TATTTTGGATGGATCTGAACCAAGGCATCACCTTTTTCAGGCTTTCGCGGTCAGCCACGA 1140 

TGAGGAAGGCTCCTGGGCTCCTGCTTTCAATCCTATTCATGCGTCTCCCCGAGGCAAACC 1200 

TAATTTTTG AGTGACTGCAACGAAGGTTCGGATCTTCCAAACAAGAGTCtATGCAGGTAG 1260 

CCCTCAACATTGACCTCTGGTGACTGGTTTTCTTTCTATTGTCACTGACTCTATCCAAAC .1320 

ACCTTTCCAGCCCCATTGCCCCCACCATACCCTAGCTTATTATCAAAACCAGATCAATTT 1380 

TGTCAAGTGTAATATGTATCTATCTCCACCTCAGGCTACACGATGTCTTACAGGCAGCCT 1440 

GAACCATCCCGAACTCTTCTCTCAATTACATATCTGTCGTACCCTTTTCTCAAACCCTCA 1 500 

CGCATTTTCTTACCTCTGTGGCCACATAGTGTCGCTTTCTCAAAACCACAAAGGAGTTCA 1560 

CTCTTTCCCCAACATTTCGAGTCTACCAGGCACCCTTCGACCCCCTAAACCTACACCCCT 1620 

TTTGTTCGCATATTCCTCAGCTCACGGAGTCACCGCCCCACATTTGAGACAGTGACCCCC 1680 

AAGAAAAGGGTCCCTCGTGTACATCTCCAAGGTTGTCCAGCGTTGATCTCACAATCCGTT 174 0 

TCTTAACCAGGTAGACGTTTGCATGCCAATATCTGGTTCTCATCTCATTCGTTCATCCAA 1800 

AGTACAACCCTCTCTCCCACCCATTCTGTGGCG AGTTTTGTTCCACTCCGAATGAGAAAT 1860 

CACTTACCAGATCGTCCTGAGCCCTGGGCCAGCACTGCTCAGCAACTCCCAGCCCCCCAG 1920 

GCCAGGCTCCCACAATTGCCCTTCCCGCTCGACGATGAACAAAGGGGCTTCGGTTTTTCC 1980 

ATCACCCCTCCACCCTATCTCACC ATCAAACTGGGGCCCAGATCAGTGACACCACACTTG 204 0 

ATGGAAAGCAATACACTTTAACACTCAGCACACTTTCGTCCTCAGCTCTGTCTCCTGCTG 2100 

TCACCTACACAACCTCACCACATACATATAAAAATCAGACCCTCATGTCCCTCTCGTTAG 2160 

ACCCTACTCGCGGCGGTGTACTCCACCACACCAGCACCCCACCCCTCGAAGTACACTGCT 2220 

GTCTTCAACAGGTGTGAAAGAACCTGAGCTGACGGTGACAGTGCCCAGCGGAACCCTGCT - 2 2 8 0 

TGCAGTCTATTGCATTTACATACCGCATTTCAGGCCACATTACCATCCACTCCTATGGTA 2340 

CCACACTGTTCACAATAGCACAAGGGATAGGCGTTCACTATCCCTTATCCAAAATCCTTG 2400 

CGACTAGAAGAGTTTTCCATTTTACAGTCTTTTCAGCCATAGGTATATTTCACTATATAT 24 60 

AAAATCACATATCTTGGCGATCGGCCCCAACTATAAACATCAAGTTCATTTATATTTCAT 2520 

AAT ACCGTATACACACTCCTTCAACTGTAGTTTTATACACTGTTTTAAATAACCTTGTAT 25 80 

GCATCAAACACCTTTTTACACCATGAACCTCTCTACTCATGCC ACCACTCAAAAACCTTC 2640 

CGCTrTTCCACCACTTTCGATCTTCCCTTTTCTGTTAACACATCGTTACCTTATACCTAA 2700 

AACCATAATGCCAAACAGCCTCCACCACCAGACTGGATCCTCACCCCTCAAGTCTCCCCT 2760 

TCCACCCACCTCATACCCTGTGCACCTGAGCGGCATCAGGTTTTGTGGTGCTAAGAGAGG 2820 

ACTTGGACGTAGATTTTCCAGGATCTGAGCCC 28 52 



I 1 . 



— G-GTTG CAAGGCCCAA GAAGCCCA- - TCCTGGGAA GGAAAATGCA 5( 
TTGGGGAACC CTGTG-CGGA TTCTTGTGGC TTTGGCCCTA TCTTTTCTAT 1 0 ( 
GTCCAAGCTG TGCCCATCCA AAAAGTCCAA GATGACACCA AAACCCTCAT l 5C 
| CAAGACAATT GTCACCAGGA TCAATGACAT TTCACACACG CAGTCAGTCT 2 0 0 

I CCTCCAAACA GAAAGTCACC GGTTTGGACT TCATTCCTGG GCTCCACCCC 250 

1 ATCCTGACCT TATCCAAGAT GGACCAGACA CTGGCAGTCT ACCAACAGAT 300 

j CCTCACCAGT ATGCCTTCCA GAAACGTGAT CCAAATATCC AACGACCTGG 

£ AGAACCTCCG GGATCTTCTT CACGTGCTGG CCTTCTCTAA GAGCTGCCAC 

5 TTGCCCTGGG CCAGTGG CCT GGAGACCTTG GACAGCCTGG GGGGTGTCCT 

5 GGAAGCTTCA GGCTACTCCA CAGAGGTGGT GGCCCTGAGC AGGCTGCAGG 

g GGTCTCTGCA GGACATGCTG TGGCAGCTGG ACCTCAGCCC TGGGTGCTGA 

GGCCTTGAAG GTCACTCTTC CTGCAAGGAC T - ACGTTAAG GGAAGGAACT 
CTGGTTTCCA GGTATCTCCA GGATTGAAGA GCATTGCATG GACACCCCTT 
ATCCAGGACT CTGTCAATTT CCCTGACTCC TCTAAGCCAC TCTTCCAAAG 



G 



350 
400 
450 
500 
550 
600 
650 
700 
701 



u Wo-i-oen czp (shcti** of 31) 



1 


Met His 


Trp Gly Thr Leu Cys Gly Phe Leu Trp 


Leu 


Trp 


Pro 


Tyr 


16 


Leu Phe 


Tyr 


Val Gin AlaJVal Pro 


He 


Gin 


Lys 


Val 


Gin 


Asp 


Asp 


31 


Thr Lys 


Thr 


Leu He Lys Thr He 


Val 


Thr 


Arg 


He 


Asn 


Asp 


lie 


46 


Ser His 


Thr 


Gin Ser Val Ser Ser 


Lys 


Gin 


Lys 


Val 


Thr 


Gly 


Leu 


61 


Asp Phe 


He 


Pro Gly Leu His Pro 


lie 


Leu 


Thr 


Leu 


Ser. 


Lys 


Met 


76 


Asp Gin 


Thr 


Leu Ala Val Tyr Gin 


Gin 


He 


Leu 


Thr 


Ser 


Met 


Pro 


91 


Ser Arg 


Asn 


Val He Gin He Ser 


Asn 


Asp 


Leu 


Glu 


Asn 


Leu 


Arg 


106 


Asp Leu 


Leu 


His Val Leu Ala Phe 


Ser 


Lys 


Ser 


cys 


His 


Leu 


Pro 


121 


Trp Ala 


Ser 


Gly Leu Glu Thr Leu 


Asp 


Ser 


Leu Gly 


Gly 


Val 


Leu 


136 


Glu Ala 


Ser 


Gly Tyr Ser Thr Glu 


Val 


Val 


Ala 


Leu 


Ser 


Arg 


Leu 


151 


Gin Gly 


Ser 


Leu Gin Asp Met Leu 


Trp 


Gin 


Leu 


Asp 


Leu 


Ser 


Pro 


166 


Gly Cys 


End 



















Mouse MCWRPLCRFL WLWSYLSYVQ AVPIQKVQDD TKTLIKTIVT RINDISHTQS 

* ** * * * 

Human MHWGTLCGFL WLWPYLFYVQ AVPIQKVQDD TKTLIKTIVT RINDISHTQS 



50 



01 

§1 



Mouse VSAKQRVTGL DFIPGLHPIL SLSKMDQTLA VYQQVLTSLP SQNVLQIAND 

Human VSSKQKVTGL DFIPGLHPIL TLSKMDQTLA VYQQILTSMP SRNVIQISND 

Mouse LENLRDLLHL LAFSKSCSLP QTSGLQKPES LDGVLEASLY STEWALSRL 

Human LENLRDLLHV LAFSKSCHLP WASGLETLDS LGGVLEASGY STEWALSRL 



100 



150 



Mouse QGSLQDILQQ LDVSPEC 
_ ★ - * 

Human QGSLQDMLWQ LDLSPGC 



167 



^JLt i^of 3i) 



01 



1 

16 
31 
46 
61 
76 
91 

Zi 106 
f 121 
K . 13 6 

H "1 
w 166 



3 



Mat Cya Trp Arg- Pro Leu Cys Arg- Pha Lau Trp Leu Trp Ser Tyr 
Leu Ser Tyr Val Gin Ala Val Pro He cm Lys Val Gln Asp Asp 
Thr Lya Thr Leu He Lye Thr He Val Ihr Arg- He Aen A S p He 
Ser His Thr Ser Val Ser Ala Ly 3 oln Arg Val Thr Cly Leu Asp 
jg 61 Pha Il8 Pro cly Leu Hifl pro n<j sw Lw ^ ^ Asp 

J J* Gln ^ Laa Val Cl„ Gln Val Leu Thr Ser Leu Pro' Ser 

° ln A3n Val Leu Gln «• Ala Asu Asp Leu Glu Asn Leu Arg top 
Leu Leu His Uu Leu Ala Phe Ser Lys Ser Cya Ser Leu Pro Jin 
Thr Ser Gly Leu Gln Lys Pro Glu Ser Leu Asp Gly Val Leu Glu 
Ala Ser Leu Tyr Ser Thr Glu Val Va! Ala Leu Ser Arg Leu Gln 
Cly ser Leu Gln Asp l le Leu Gln Gln Lau Asp Val Ser Pro Jlu 
Cys End 



o 



1 Mat His Trp Gly Thr Leu cys Gly Pho Leu Trp Lau Trp Pro Tyr 

IS Leu Phe Tyr Val Gin Ala Val Pro lie Gin Lys Val Cln Asp Asp 

31 Thr Lya Thr Lau Ila Lys Thr H e V al Thr Arg lie Affix Asp lie 

46 Ser His Thr Ser Val Ser Ser Lys Gin Lys Val Thr Cly Leu Asp 

61 Phe lie Pro Gly Lau His Pro lie Leu Thr Leu Ser Lys Mat Asp 

76 Cln Thr Leu Ala Val Tyr Gin Gin lie Leu Thr Ser Met Pro Ser 

91 Arg Asn Val lie Gin lie Ser Asn Asp Leu Glu Asn Leu Arg Asp 

106 Lau Leu His Val Leu Ala Phe Ser Lya Ser Cys His Lau Pro Trp 

121 Ala Ser Gly Leu Glu Thr Leu Aap Sar Leu Gly Cly Val Leu Glu 

136 Ala Ser Gly Tyr Ser Thr Glu val Val Ala Leu Ser Arg LeU Gin 

151 Gly Ser Leu Gin Aap Met Leu Trp Gin Lau Asp Leu Sar Pro Gly 

166 Cys End 



crp (s .^t n of 3 




frOO-l-Ofr? CrP (f i-t~1r fO & f 3 , 



y s 
03 
01 
01 



-'1^ - +io . . +20 +30 +40 

• ^^^^^^^^f^^ ,^^SM ^ GA 'S3 :=r CAGGGCAGGA AAATCTG^ TG GAGACCCCTG 

: l.CAjqpTTCTTC TTCTTCTAGG GTCCCpTCCT TTTACACGAC CTCTGGGGAC 

+1 ° + 20 +3 0 +40 

r |^t^^TCTCGGGTCC NGTGGNTTTG GTCCTATCTG TCTTATGTNC AAGCAGTGCC 

^^^ACAGCCCAGG NCACCNAAAC CAGGATAGAC AGAATACANG TTCGTCAcES" 

^^^£-^.,;. + io +20 ? +30 i+40 

V ;;;:^:: ^TATCCAGAAA GTCCAGGATG ACApCAA&k <^ jpCTCATCAAjS] ACCATTGTC^ 

- ^ ^ ^ATAGGTCTTT CAGGTCCTAC| TGTGGTTTTC GGAGTAGTTC TGGTAACAGT 
■v;^f:Dx, +10 +20 +30 +40 

'"^CT-r-'NCAGGATCAC TGANATTTCA CACACG 

';^51.-?-- — ? - — 

rfe^&NGTCCTAGTG ACTNTAAAGT GTGTGC 



<jW-/-*87 arp Cskc^ it) 
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03 

m 



> 

o 




to 
O 
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Adrenal 
Brain 
Fat 
S. Int. 

Hypoth. 

Kidney 

Lung 

Liver 

Pancreas 

Spleen 

Stomach 



S i. i 




white fat 
brain 

small intestine 

stomach 

pancreas 

lung 

testis 

heart 

spleen 

liver 
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<0 



.CO ^ 



5 $ S + •§ 

CO + + "3 ~3 

m i 



6 6 SS 55 

.E O O ffi ffi 

CO ^ ^ N> 

•Q CO 0)0 O 



2G7 *J 



-28S 



— 18S 



Actin ^ - 18S 
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U AT ot 3,} 
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/fr o* 3i 



-3 

CO 

o 



o 
o 

""3 

3 

CQ 
h- 
lO 
O 



01 

01 




o 



co 
o 



CM 

o 




or D" 

< < 

< a 



cr cr 

< < 

< Q 
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Fi*<u/-<- ISA 



Dpn II ^ Rsa I Bgl H Alu I 




Bglll Digests 



8 aj <d o o 
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<-o©-i~©B7 cxp CsU^f- tb of 31) 



lb 



m 
m 
m 




— 11kB 

— 6kB 

— 4kB 



2kB 
1kB 

.5kB 



T7 promoter primer *S934$-1 
T7 promoter 



lac operator 



— r "' — X6a 1 rtta 

AqAf CTC5ATCCCQCSAAATTAATACGAC rCACrATAGGGGAATTGTCAGCCGArAACAATTCCCCrcTA* A^ATAATTTTGTTTAACT TTAAGAAGGAGA 



TATACCATGGGCAGCAGCC 
MotGly3 



Hia-Tag 



rba 



! GC c2!:S Ar S? T S? T S? T £ AT f^ 

torSerHisHlsHlsrilsHl sill s39/"$»rC 1 yLeuVa t Pr^AroG I r5ar H I snetL ?uG I uAsaProA I aa I aAsnLyaA I zArj 
ffot/11021 inrombt'n ' T7 terminator 



awn 021 



T7 eermfnalor 



uysu i ua i as luLeuA ( aA I uA larhr'A I aC I uG I nEnd 



T7 Isrmfnalor ptimur #69337-1 



m 



ST 



o 



■f 

• I 

1/1 

. ? u. 



+ 

6H MA"e^- 



r 



F f 



O 



f 

s 



i 



4/- = 



2/. 



01 



r 



2 j. si*: i 



Triton X-100 
Proteinase K 
Microsome 



— — + 
+ + + 



+ — 




m 
m 



1 



1 



1 



40 



50 



GGTTGCAAGG CCCAAGAAGC CCATCCTG GG AAGGAAAATG CATTGGGGAA 



60 70 810 -90 



100 



CCCTGTGCGG ATTCTTGTGG CTTTGGCCCT ATCTTTTCTA TGTCCAAGCT 
110 120 l|0 140 150 



GTGCCCATCC AAAAAGTCCA AGATGACACC AAAACCCTCA TCAAGACAAT 

icq 1]0 T y «f ^ <^<^ 00 



T 



TGTCACCAGG ATCAATGACA TTTCACACAC 
2*0 220 230 



AC GpTAAGGAGJ 



11 



'I 



I! 



±^ 

5TAAGGAGA GTATGCGGGG 
240 250 



Z40 



111 



ACAAAGTAGA ACTGCAGCCA GCCCAGCACT GGCTCCTAGT GGCACTGGAC 



260 



2|0 



290 



CCAGATAGTC CA AGAAACAT TTATTGAACG CCTCCTGAAT GCCAGGpACC 
320 



310 



330 



340 



350 

1_ 



TACTGCAAGC TGAGAAGGAT TTTGGATAGC ACAGGCCTCC ACTCTTTCTG 
3 j° 3|0 3^0 390 4<?0 



GTTGTTTCTT u TGGCCCCCT ctgcctgctg AGATNCCAGG GGTTAGNGGT 
*J0 420 430 440 450 



r. 



TCTTAATTCC TAAA — ~jr 1 

4 j° 470 4^0 4?0 590 



K-l CT 



4|C 



50^ 



GGTTCTTTCA GGAAGAGGCC ATGTAAGAGA AAGGAATTGA CCTAGGGAAA 
5 ]° 520 5 ?0 540 S50 



ATTGGCCTGG GAAGTGGAGG GAACGGATGG TGTGGGAAAA GCAGGAATCT 

580 590 . . 600 



560 
I 



T 



CCGAGACCAG CTTAGAGGCT TGGCAGTCAC CTGGGTGCAG GANACAAGGG 
6 1° 6?0 6?0 . 640 650 



CCTGAGCCAA AGTGGTGAGG GAGGGTGGAA GGAGACAGCC CAGAGAATGA 

6 f° «?0 680 690 7 Q0 



CCCTCCATGC CCACGGGGAA GGCAGAGGGC TCTGAGAGCG ATTCCTCCCA 
7 l° 720 0 730 — _ 740 750 



CATGCTGAGC ACTT GTTCTC CCTCTTCCTC CTNCATAcjcA GTr.AfiTrTPP 



770 



780 



790 



TCCAAACAGA AAGTCACCGG TTTGGACTTC ATTCCTGGGC TCCACCCCAT 
8 j0 8j0 BjO 640 650 



CCTGACCTTA TCCAAGATGG ACCAG AC AC T GGCACTCTAC CAACAGATCC 
870 8|0 8j»o 



900 
1_ 



TCACCAGTAT GCCTTCCAGA AACGTGATCC AAATATCCAA CGACCTGCAG 



il 



920 



930 

L 



940 



AACCTCCGGG ATCTTCTTCA CGTGCTGGCC TTCTCTAAGA GCTGCCACTT 



9J0 



970 



1 



980 



1? 



990 



10.00 



GCCCTGGGcC AGTGGCCTGG AGACCTTGGA CAGCC TGGGG GGTGTCCTGG 



1020 



1030 



1040 



1050 



CTACTCCACA GAGGTGGTGG CCCTGAGCAG GCTGCAGGGG ' 

1090 1X00 



AAGCTTCAGG 
10^60 



1 -L 70 



10 £° 



TCTCTGCAGG ACATGCTGTG GCAGCTGGAC CTCAGCCCTG GGTGCTGAGG 



1JJ.0 



1120 



1130 



1140 



CCTTGAAGCT CACTCTTCCT GCA AGGACTA CGTTAAGGGA AGGAACTCTG 



°tl50 



1160 



1170 



1180 



1150 



1200 



ATCTCCAGGA__XIG^AGAGCA TTGCATGGAC; ACCCCTTATC 
HOiS2 frl2> 



GcTTCCAGGT 



121a 
J 



12£0 



CAGGACTCTG TCAATTTCCC TGACTCCTCT AAGCCACTCT TCCAAAGG 



12150 



MOUSE OB STRUCTURE 
1st ex !$t intr 2nd ex 

U/m////^ATG___ 

start 



2nd intr 

JIIIIIIIIIIIL 



3rdexon 



_TGA 



stop 
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• ! 



HUMAN OB STUCTURE 

1st exon 1st intr 
ATG //////////// 



start 



2nd cxon 



_TGA_ 
stop 
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/to 12 
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| y.fPf^ 5XC ^fci. HITS* TAG lTHtQ"'0&' eC-WACr ) 



